The usual method for determining whether bacteria produce rennet or rennet-like enzymes is to inoculate the organisms under investigation into tubes of sterilized milk and then to notice whether or not the milk curdles without the production of acid. This method has several weaknesses. Heated milk is not as readily curdled by enzymes as unheated milk and the curd produced is often so soft that it can scarcely be detected; when an organism produces peptonizing enzymes as well, the presence of curd before peptonization is often difficult to demonstrate; certain organisms curdle the milk through the action of enzymes and subsequently bring about an acid reaction, so that it is difficult to tell whether the milk has been coagulated by the acid or by an enzyme.
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It is possible by the following very simple method to avoid these weaknesses of the usual technic. Inoculate the culture under investigation into the milk in the usual manner; then incubate for twenty-four hours or such time as is necessapy to allow the organism in question to produce vigorous action in the milk with at least 0.5 cc. of whey on the surface. At the end of this incubation period obtain fresh milk and place 10 cc. of it in a test tube, but do not sterilize it. Warm this milk to about 37°C. Then add to the milk a measured quantity, say 0.5 cc., of whey from the incubated culture and place in a 370 incubator. Examine every five minutes for the first half hour and, if not curdled then, at less frequent intervals for a few hours longer. If rennet is present in any abundance, the milk is ordinarily curdled inside of half an hour. By varying the quantity of whey added to the milk from 0. 1 cc. up to lec. and by recording the time necessary for coagulation, it is possible to make comparisons between different cultures on a quantitative basis.
The advantages of this method are as follows: the unheated milk curdle's readily and forms a typical firm rennet curd; the peptonizing enzymes act more slowly and do not in any way obscure the curdling action of the rennet; the period of observation is so short that neither the bacteria present in the milk nor those added in the cultures have time to act on the milk themselves and the amount of whey added is too small to precipitate the casein by the action of any acid it might contain, hence the reaction occurring is due to the action of enzymes alone. By the use of this method it has been found possible to obtain typical rennet curds from certain organisms ordinarily producing both acid and rennet and from others ordinarily digesting.the milk so rapidly that no true curd could be observed. By the usual method the production of rennet by these organisms was suspected but could not be actually demonstrated. This technic is offered as an addition, to the methods of pure culture study in use in connection with the society's descriptive, chart.
